p-Ci/ml of [32P]orthophosphoric acid (NEN-DuPont, specific activity 3000 Ci/mmol) for 6 hours. The cell pellet was resuspended in radioimmunoprecipitation (RIPA) buffer (50 mM Tris pH 7.4, 0.5% Triton X-100, 100 mM NaCl, and 100 U/ml of aprotinin). The postnuclear supernatant containing about 4 X 106 cpm was exposed overnight to protein-A Sepharose (Pharmacia, Fine Chemicals, AB, Uppsala, Sweden) previously incubated with a positive reference human serum. After three washes in RIPA buffer and one wash in 10 mM Tris-HCl, pH 7.4, and 0.1 M NaCl, the pellet was resuspended in 50 u,l double-strength SDS-PAGE sample buffer (10 mM Tris-HCl, pH 8.0, 2% SDS, and 2% ß-mercaptoethanol), boiled 5 minutes, and run on a discontinuous 12% or on a 12-20% linear gradient SDS-polyacrilamide gel, both with 3.5% stacking gel. The (Fig. 1) .
In contrast, in the F12 cell clone there is a consistent reduction in p55 gag precursor, which is poorly cleaved with the consequent almost total absence of p24 and pl7 gag proteins. Further (Fig. 2) (Fig. 3) . The failure to reveal substantial differences in the RIPA of 32P-labeled proteins between the positive control and the F12 clone, that is, the absence of any 19 kDa signal, suggests that this protein does not belong to the phosphorylated gag antigen family. Conversely, the species most represented is the p27 nef protein, which is present at comparable levels in both F12 and HTLV-IIIB-infected HUT-78 cells.
The possibility of a double infection by HTLV-I and HIV-1 in the F12 clone (a pl9 protein is a core protein of HTLV-I) has been ruled out by (1) 
DAM analysis
The pattern analysis (Fig. 4) Fig. 4 ) generate different cleavage patterns with respect to HUT-78/HTLV-IIIB control cells. In contrast, the heterogeneity is less pronounced between the two clones (e.g., EcoRI) and between each clone and the infected parenteral cell population, from which they derive (data not shown). The Xbal enzyme does not recognize proviral sites in HTLV-IIIB-infected HUT-78 and in DIO cells. That two additional bands of high molecular weight are generated only in F12 clone may be interpreted as the appearance of an Xbal-specific internal site in one of the two coexisting HIV genomes.
Finally, as reported for the H9/HTLV-IIIB cells,3,10 the restriction pattern of the two clones did not change noticeably even after 12 months of culture (data not shown).
RNA analysis
Several studies of HIV-specific RNAs21,22 reported the presence in HIV-infected cells of three major bands at 9.3, 4.3, and 1.8-2 kb, representing, respectively, the genomic length transcript, the env-specific mRNA, and a family of minor messengers coding for the regulatory HIV proteins. An additional transcript was occasionally detected at 5 kb. 23 The hybridization of intracellular viral poly-A + RNA with the full-length genomic BH10 probe reveals the same three major bands in both positive control cells, in DIO, and F12 clones (Fig. 5) . The evident overproduction of 1.8-2 kb viral RNA in the F12 clone hybridized with a BH10 probe can hypothetically fit with the overexpression of a 19 kb regulatory protein in the F12 clone (Fig. 1) (Fig. 5) .
The most important difference between DlO and F12 clones is at the level of viral protein pattern. The very low positivity of F12 cells by the membrane IFA with an anti-HIV antiserum fits well with the absence of cleavage products of gpl60. The lack of gpl60 cleavage is not due to a defect in the viral-specific protease, which plays a role only in the gag p55 cleavage25 and may be due to a mutation in the cleavage site.
F12 pl9 can hardly be considered an aberrant product of one of the three structural genes, since (1) the env gpl60 is substantially uncleaved, (2) the gag p55 precursor is poorly expressed, and (3) the p64 viral polymerase as well as the p34 endonuclease are well translated in both F12 and DlO clones (Fig. 2) . In addition, the absence of a signal at the 19-20 kDa level in the phosphorylated protein pattern of the F12 clone does not support the hypothesis of pl9 being an aberrant gag product (Fig. 3) An accurate study of the sequences and of the secondary structure of viral mRNA will also be useful to exactly understand both the mechanism(s) of translation inhibition of gag specific messengers and the origin of the uncleavage of env gpl60.
